Arachidonate
(AA) stimulated platelet protein kinase C in a dosedependent manner (5-50pg/ml), when protein kinase C was assayed with either histone H-1 or myosin light chain. Arachidic acid and methyl arachidonate did not stimulate protein kinase C. AA also stimulated the endogenous phosphorylation of 40K and 20K proteins in the cytosol (100,000g sup.) of human platelets.
When intact platelets were activated by AA, a biphasic pattern of platelet aggregation and secretion were observed corresponding to the dose of AA, and these responses were associated with the phosphorylation event of 40K and 20K proteins. Platelet activation induced by the low level of AA (0.1-5pg/ml) was inhibited by aspirin, whereas that induced by the high level of AA (10-50pg/ml) was not inhibited. Arachidic acid and methyl arachidonate did the not induce platelet responses. These results suggest that the ability of AA to activate directly protein kinase C may account for the activation of platelets by high level of AA. 18: 139 Fig. 1 Effect of arachidonate on the endogenous phosphorylation of the cytosol of human platelets. The cytosol fraction (100,000g supernatant) of platelet homogenate was incubated in the presence (+) or absence (-) of 200pM Ca2+, 50ug/ml phosphatidylserine (PS) and 50pg/ml arachidonate (AA). Endogenous phosphorylation of the platelet cytosol proteins was analyzed by SDS-polyacrylamide gel electrophoresis (SDS-PAGE), followed by radioautography. Table I Effects of arachidonate and its methylester on the phosphorylation of histone H-1 or isolated myosin light chains by platelet protein kinase C. Protein kinase C (15nM) was assayed at 25C with 50pM ATP using histone H-1 (0.4 mg/ml) or mixed myosin light chains (0.8mg/ml) in the presence of 100pM CaC12 or 2mM EGTA. 6) Hashimoto, Y., Naito, C., Kume, S.,
